and interscapular brown adipose tissue (iBAT, n=6) 
Experimental procedures
In vitro studies of BAT activity
Adipose tissue collection in humans
Male and female euthyroid subjects were recruited who were due to undergo elective thyroid or parathyroid surgery in the Royal Infirmary of Edinburgh. During their operation, a small amount of adipose tissue was obtained from the central compartment of the neck, superior to the clavicle and deep to the lateral thyroid lobe either adjacent to the longus colli muscle or to the oesophagus (brown adipose tissue) ( Figure S1 ), and more superficially from the subcutaneous neck tissue (white adipose tissue). This tissue was either immediately frozen, fixed, or the stromal vascular fraction isolated and cultured for the respective experiments. Tissue collections were performed by 2 surgeons.
Adipose tissue collection in mice
Male 129/Ola mice were housed at room temperature (20˚C), 6-8 mice per cage. At 8-9 weeks of age, animals were killed and the interscapular brown adipose tissue, inguinal and epididymal white adipose tissue were immediately collected for isolation of the stromal vascular fraction.
Cell culture studies
Upon collection, adipose tissue was cut into small pieces and digested using 0.2% collagenase type 1 in Krebs-Heinseleit buffer at 37˚C for 45 minutes. Following centrifugation at 600g for 10 minutes at room temperature, the pellet was resuspended and passed through a 100μm filter then subjected to centrifugation at 200g for 5 minutes at room temperature. The pellet was re-suspended in DMEM containing 10% FBS and cultured in 6-well plates. Medium was changed every 2-3 days, and cells were passaged once 80% confluence was achieved. Confluent cells were differentiated in the above medium with the addition of 1nM tri-iodothyronine, 20nM insulin, 500μM IBMX, 500nM dexamethasone and 125μM indomethacin for 7 days. Cells were then cultured for a further 7 days in DMEM medium containing 10% FBS, 1nM tri-iodothyronine and 20nM insulin prior to experiments.
Before experiments testing the effect of varying cortisol concentrations in the medium, cells were deprived of steroids by culture in medium with charcoal stripped serum for 24 hours. Thereafter, depending on the experiments cells were cultured in serum-stripped medium with the addition of varying concentrations of either cortisol, dexamethasone, eplerenone (10μM) or RU38486 (10μM) for incubation periods of between 4 and 48 hours. In the experiments using murine adipocytes, following differentiation half of the wells containing adipocytes from the inguinal depot received 5 days incubation with the β3-agonist CL316,243 (1μM) to induce browning; this was completed prior to commencing incubation with the stripped serum. Experiments were performed after 2-3 passages.
Quantitative real time PCR measurements
Whole adipose tissue (100mg) was homogenised in Qiazol reagent using a rotor-stator homogeniser, and cells were lysed in Qiazol. RNA was extracted using the RNeasy Lipid Kit (Qiagen, Crawley, UK) and cDNA was generated using the Qiagen QuantiTect reverse transcription kit. Real time PCR was performed in triplicate using a Roche Lightcycler 480 (Roche Diagnostics Ltd, Burgess Hill, UK), using gene specific primers (Invitrogen Ltd, Paisley, UK) and fluorescent probes from the Roche Universal Probe Library unless otherwise stated. Primer sequences and probe numbers are described in Table S4 . Transcript levels are presented as the ratio of the abundance of the gene of interest: mean of abundance of control genes, with PPIA and 18S used as controls in humans while TBP and 18S were used as control genes in mice.
